In this letter we show that the pattern of HIV-1 subtypes=CRFs in Iran is more complicated than previously reported.
We have analyzed the reverse transcriptase (RT), protease (Prot), and envelope (Env) sequences of HIV-1 isolates from 18 treatment-naive patients recruited in the Hepatitis and HIV Clinics, Iranian Blood Transfusion Organization, Tehran.
The plasma RNA was isolated using a Tripure RNA Isolation kit (Roche, West Germany) according to the manufacturer's protocol. Isolated RNA was resuspended in 20 ml of nuclease-free water. The RT, Prot, and Env regions were amplified by nested polymerase chain reaction using sets of primers described on the French ANRS website. The fragments that were obtained were sequenced on both strands using an AB-Prism Big Dye Terminator Cycle Sequencing Kit on an automated sequencer. The ABI file was converted to an scf file by chromas software. Scf files were further analyzed by CEQ-8000 software (Beckman-Coulter) with an HBX-2 reference gene for putative polymorphism. The nucleotide sequences derived for RT, Prot, and Env were aligned by the Clustal W 1.74 software multiple sequence alignment program with known reference strains of groups M and N from the HIV-1 gene databank. Phylogenetic trees were inferred using the neighbor-joining method from a matrix of distances calculated after gap stipping of alignments with a Kimura two-parameter algorithm.
We obtained full or partial sequence results for 13 isolates (Table 1) . GenBank accession numbers FJ392730 to FJ392755. They show that all sequences cluster with CRF35_AD, which has been observed recently in IDUs of Kabul, Afghanistan. 11 We suggest that CRF35_AD has been transported from Afghanistan to Iran through drug trafficking, but more extensive comparative studies of the different isolates are needed. Moreover, although most of our Iranian patients are IDUs, a minority exhibits other risk factors (heterosexual transfer and one MSM). The conclusion is that the pattern of subtypes and CRF(s) in Iran is more complicated than previously reported, with three different HIV-1 strains now circulating in the country: A, B, and CRF35_AD. 
